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huh* i 
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[ftm *>&fo\ mmmmmm tf^^-t wm^m^ 

tpta < t & fc Mf ^ >f>©7 5 /SfeBe^M3fe#-^2 4 6-3 7 2 ^90***0 
ft 2 4 6-3 7 2 0*«t»fttti:ill^tAl; h ^7 * D -^^flO^i^O 

[fit *S 3 ] If 1 ICS E*W>3f8cfc J:0»e»tL*nh*y^n-^-;i/tt: 
h b*^ >f >^)7 5 /»JW7 5 /Mf f 2 4 6-3 7 2 

[»|3ftB 4 ] HMf^VfVOT^y BftBEyiJO T 5 J WBM^ 2 4 6- 

RWoiWIIftlllf!] 
[0 0 0 1 J 

[0 0 0 2] 
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& tmrnmrn t kjbit & m^^^tmm. zfctzztfrb, zvxi tern®- % ± 
XKRo&feiz&i&'rz z ttmmx&tuf, mvmm • mm^^xu^xm 
mmmvu&^bmztezt^x-totitzo mB^^mn^^^. 1) 
&m*&m&*i>^tf,m^tftx^z>z 2) mm\zmmj> t $>&z.t, 3) 

[0 0 0 3] 

KohlertMi lstei n \zX o xm§££ fitz^4 1" V F-v^tcJ;^ 
[0 0 0 4] 

\zt^xmkx&h^+>7>ite%k<Dm**'£ Ytzmm&^LtzWiG; hamak 

(Human Ant i — Mouse Antibody response! 

MS) ana* £ *i> ^ <ott* N u^ffl & *b mcy^^o^ 

[0 0 0 5] 

z\<D£i &#t#£Tt-> ^SP^^ti, 1 - 5 9 8 7 8-^<2r^ #<2r¥7 

- 1 2 1 2 2 1 -^SSL 7- 1 1 9 2 4 0 #tfr|jl 2 5 9 9 2 5 8 

-^#U #lr^2 5 0 9 1 9 1^#8U #<Zr¥8 -2 9 0 7 8^2r«L #£r¥7 
-9 8 0 0 0^2r^, #It^2 7 2 1 8 1 7-^ffc, #tr1£ 2 8 3 0 9 7 6^-<2r 
#HP3 6 2- 7 0 4 0 0-^<Zr^ #M¥0 6 - 1 4 1 8 8 4^-<2r#, #pgsp 
0 9- 1 0 0 3 0 0^<&fRtC^L<ig^$tLrv^ri: <. m&MV 

u mmi^tm^^th^y^y ^u~^)v^^^mm%^tzo ^mm 

£><±, JriibtfimzmLZbtzfflftZftteotztZh, tF^;^D^tiVi# 
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[0 0 0 6] 
[0 0 0 7] 

[ana * #fc-r & tz * 

•otZo 

[0 0 0 8] 

#s&w#s>tt, $fc^ =F&teBMv y/mt is h B w; 

IS I — IS WWT>; K-7»ftCLNH 1 1 *W3fcLfco CLNH 1 

i #i4t* ^ n-t^c l n- i g G^j-^m^M h-rmmm, m 

1r%Zt*WbfrKL.tzo CLN- I gG«t^j5Ll(i|lifM 

fif<0-it$>^t h tf^Vf-V-e^^it^^^^tcL^: (Hagiwara 
et a 1 . Human Antibodies 10,77 — 82 (20 
0 1) ) o ttz. is m*>n<'<D&m.Wft*ftmU ^rtirtKDWih-tCL^ 
- I gGO*&£-H:&9S'^ CLN- I gGtCioTS:»$tt*^JSRJitrh-y« 

2 8 9 ~ 3 6 7 ri><b & J^itie h - T^q^-f & £ t ^IJ9! L£ (# B8 2 
0 0 2- 5 1 7 8 5-*§-2r«0 o 
[0 0 0 9] 
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itflTTN&ofco Uc^ot, ttfl&Sef"e*St: h try >^->**«ttKfc L 

* n - ± frffimz-WM-VJb o tz 0 
[0 0 1 0] 

<D^m^tin,mm^t<Dmm±^m^<tz 0 -e^m, *htry>^y© 
h try <i:^^Mf^>^>coT5y mmm&&^ 2 4 6-3 

7 2 0^^#t>t: b try >^»fJtt#il&K^-t;s, ti h^y ^a-^;v£ic 
[0011] 

< LT> ^CiW^ 11 h-^ey y n~^;v^#Xte^tfJi-£t: Mf> 
>^>3Ui^& < t *> t: h tfy 5;WMiff2 4 6-3 7 2© 

«^^trt h try >^>it/r;t£@8*£-*s t: h try yf>o75 ymsB^ij^T 

SygB8iai#-^2 4 6-3 7 2©1Mt##|lftK^-?-.i>t: f^y^D-t;^ 

[0 0 12] 
[0 0 13] 

9y > Hr^S^SS® (T^»t4 6 6, ^15 3, 

mSiE£f# 2003-3107110 



<&m 2 0 0 2- 3 3 5 2 8 1 v : 5/ 

6 5 1) H h >*->»±N3fe*«**& head, coill (Cl) 

,00112(02). t a i 1 £>4oO ^ >*jft** U #fr~C l*±E) f 

[0 0 14] 

C 2 -f >±lCfc f^;^o-tWCLN - I g GtUoT 
GST (Wft>Sf7>^7x7-Hf) fc<^l»'&Se«fc 

t, -eft^ifJtfc^ ^n-^;vj/t#t^^^fi-</io -e-osg*. 2 alio 

^y^n-t;vW ? t^>f>©75yM2 8 9 -3 6 7 0ifJt£#£'8"f 
i: #9! fcofc (#^2 0 0 2 - 5 1 7 8 5-^-<2r^) 0 
(0 0 15] 

X— Kv^^SrM^T i n v i v o^ffofco , t: h 9 u-i~)V 
[0 0 16] 

[0 0 17] 

>OC2 h\*>f >©4Mt^:/^KItftffcfERU ^ft^ft^Kfftf-*: C LN- I g 
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G t <DKfo\±fr CLN-I gGt:io TfSl&S ti&&L}£^ \Z h - -7°ff lt£ |W| 

SB^iJ^T 5 y»ff 2 8 9 -3 6 7 (DUft^ffim-fZ £ t =£-0^^^^ Life ( 
#12 0 0 2 -5 1 7 8 5 0 «Wb te, tf*/^ n -^;H5l#:C 

LN - I g GtC ioT^m^tL^, t: h tf^ >^><DC 2 K7 «f >±Oxef-^ 

fjjt^ov^r. z<D=&Km&i*&&r2t,izmt*mtifz&%: > cln-u 

*2 8 9-3 6 7 «J £ &fcj£v>«J**B«LTv>& £ 

s&*fr <9 > *0«i$<& 757 gfege^J £#j$f L N TI30 757 mgSffl 
Gin Ala Gin He Gin Glu Gin His Val Gin He Asp Val Asp Val Ser 
246 250 260 

Lys Pro Asp Leu Thr Ala Ala Leu Arg Asp Val Arg Gin Gin Tyr Glu 

270 

Ser Val Ala Ala Lys Asn Leu Gin Glu Ala Glu Glu Trp Tyr Lys Ser 

280 290 
Lys Phe Ala Asp Leu Ser Glu Ala Ala Asn Arg Asn Asn Asp Ala Leu 

300 

Arg Gin Ala Lys Gin Glu Ser Thr Glu Tyr Arg Arg Gin Val Gin Ser 
310 320 

Leu Thr Cys Glu Val Asp Ala Leu Lys Gly Thr Asn Glu Ser Leu Glu 

330 340 
Arg Gin Met Arg Glu Met Glu Glu Asn Phe Ala Val Glu Ala Ala Asn 

350 

Tyr Gin Asp Thr He Gly Arg Leu Gin Asp Glu He Gin Asn Met 
360 370 372 

•VTfiZtiZlti Y tf> >*>(DT$smE?m&&%r2 4 6-3 7 2 ft£ 

[0 0 18] 
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±13C0T ^ ;WG&m&2 4 6-3 7 2 <Dm$L*^ts \L I >*f-~sV&¥\ 
[0 0 19] 

t he^>^>^t?h-y|ff > H-{i > CLN-I g G £>-?£>*u^ 
[0 0 2 0l 

SUv»&t fl&tffc h^miffl^U-2 5 1 MG-^W^M 

[0 0 2 1 ] 

^^VT'Dyf'f^ ELISA& b^n^f-f I^I^X 
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[0 0 2 2] 

^< LT, Mf^>^->-OT$yM^ge^iJOT5yma*#^-2 4 6-3 7 2 
[0 0 2 3] 

[0 0 2 4] 

*k mmm-mmmmm<o^b^tLx. m*.ix. ^sm> mm, *jm 

[0 0 2 5] 
[0 0 2 6] 

immm) 

^ bJ»M*fflJJfri*U- 2 5 1 MG£6 2. 5 mM b V * (pH6. 8)s 2 

% sds. 5% 2-^;^^fi^;-;K 4Mmi(f £^tn#*fc't'-eiMm 
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(SDS-PAGE) fciWtfco 
[0 0 2 7] 

n>%^Wik, -fe5 K7^1^7'n7f 'f >^i*lv>T4 8mMh 3 
9mM^'Jy^ 0. 0 3 796SDS, 1 0%>^/-WHyb ond E 
CLflU (7vyU7 7^7y7^tf^iS) i:iai^?L/; 0 
[0 0 2 8] 

ofC, te^R*7*n^>^» (5%X^rA5;^ttPBS-T ( 
0. 3%Tween20 *^1rh U >®«f ^S^tJc) ) 1:3 7^1 
SLfcft, 10, u g/mL©-» (l%X^A5;^^tPBS-Ti:?|j| 
LfcCLN— I gGs TOH/G2-IgG, IM9-I gGXMT2-I g 
M) t:, 3 71CC3 OMILfco 
[0 0 2 9] 

i?:PB S-TT3IH^o7t^ (l%^^A^V^^f P 

BS-T«^L^^;i/^^v^-«ltT-7^^7--Y*»M^^t: big Gift 

BIOSORCEttS, I75^m ) \z 3 7 W 3 0 #|«8fc L£ 0 PBS-T 
•C3 0-^0 7t#, ECL detection reagent (7vy^A7 
7;Wy7^Mif^il) «r**DU l^mffiLTt (ECL detect 
ion reagentli, m±teW\fcZti?z : m&W ^;ut^y/- 

[0 0 3 0] 

R^tDe tection reagent *Bfc*U 1^0HP~> 
[0 0 3 1] 

N-IgGtHT2-I gM<0 2» V*BMLTV»* £ 
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n^yfy^T^y mm i-mmi~m-?mm-%- 1 , 2, 303 

' ffl^DNA7°7-f -?-jS£Zf%Z$m j i§r4 , 5<D5' A7°7 -f 

£-<>79*$ KSrflfflUwP CR£f?V\ C2 Kpt^ VO«*W5S-BE?ll£i<5*IL;fc 
o ?#<b*L*:lilf#&E c o R I JsJ^No t I ■ejg-fkL*:^ DNA^'f a 
y h • yt- 3 > 2 (SlittIS) EcoRIi3J:[fNo t It 

ffiftLtiG S Tmt&m&MftM'*? f ~ V GEX-4 T- 1 (7v-/H77^ 
■7v7;^tf^af) fcilttLfco Sfcfc, *J)§iiBL 2 l ^#c,tL^y?7 

*5 K*P«L7to #f>^7 P 9^5 KfcEc oRIJjWNo t I T"MU; 

^ Ttfn-^m&iW&KiMt, b Mf^ y^-yc 2<nw) i r-t>mxztiT^z>? 

[0 0 3 2J 

±IB-Ct# *Lfc#&3£x. 75 * 5 K ^^Tf -5 »I ^n->^2raL?)LBf 
Hi YYV^hyiO g/L, h4-A hx.*X f7^b5 g/L. 

Ittf'J^AlOg/L) 2 5lCe-»L/;o £Oi£M£f?^2 

0mL©LB^i[:«x., 2 5°CT-3. 5 RfTO* L£flL 1M(7)IPTG 

*Lfeo 5, 0 0 0 rpra-e5^WLTilU ±ff «rl£t\ ifcjBfc 1 m L 
OPBS (7t^7x-h;ty7r-K-b-7^f>, £=ffi&&3fc (p H 7 . 2) 
) *Jn^.fco I#^ISL/;i§l^tWL, 2 0% TritonX— 1 
0 0 £ 1 mLAD&fclk 4 'CT 1 ^mS^iU Wft^77U^4B ( 
7 7^v7til) i:iS77^f^nvh^77^-e||gU tMf> 
>f-^C2Wf^--GSTi*^Sfi*:#feo 

MMffl ]3 >^>c 2BfM*fc*t'ft"*-& k h^ey ^n-^-^^o^^T. 
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Hybond-ECLI (77-> t A 7 7 T^M t f ^il) icgS®*- 
$k¥L£ 0 ^ftOl^ya (5% PBS-T 

) 1:3 7VX~ll%m&Lt:^ (1% ^^A5^^PBS-Tt 

^l/:CLN- IgG4/iliHT2-IgM {tM'til 0 M g/mL) ) H 
3 7 r-C 3 0 L£ c PBS-Tlr3ifto ( 1 % * 
* A 5 )V ? ^ PBS-T t*mm L t + y ^-€i!7 7 4 - T -f ffl^-V 
^fiftfc: I> I gG^#Xa^^^^->^-^lMfiT7^^x^ffim-V^t b I g 
M*n/f£ (v^-f^B I OSORCEti^ 2 5, OOOW) ) {3 3 7 0 C-C3 
0^F^^L7to PBS-Tf 3l$of:f, ECL detection re 
agent (7vyU77^vy Wtf^iS) L 1 L£ 

o $ h \z y Wkfrb D etection reagent U flH£ O H P v 

- M'fiS^XIil-yM ;vak l^FflS7feL/:m. 7^VA«L/; 0 *o*£* 
Sr|H2tC^t-o 02 BlZ&^Xte, m&m&MvmK^mt LT. ^vlfiL 

ffT^r^ 2 0 0 n g/V->c/)^-e, )P^M«*U-2 5 1 M 

Gcommniti®. (8Mlt, 2%SDS, 4%DT1\ 0. 125M Tris 

-hci P H6. 8^mM*m%Ltzwwo * 1 0 ix gse/i/-xr)ijit 

[0 0 3 3] 

C LN- IgG (HI 2 A) t HT 2 - I gM^ft: (dl 2 B) W"? 
*ittR*>>f> (757«ff 2 4 6-3 9 7) 
t >^>C 2xtf h-yiffK- (7</Mff 2 4 6-3 7 2) 

t^O^L/io i^it^^ CLN-IgGi3 < tU f HT2-IgM 

lit: Y^^>^><Dr^ ym.m.m^2 4 6-3 7 2 %&mm*mmir2> i 



HMI4 : * - K^->^#^^^-r^HBMii»$iJ^ 

t V^mUmME- 1 8 OlfflMc (ATCC HTB33) 5x1061^ 
\L fu-i-frfafo (CLN-IgG, TOH/G2-I gGXteIM9- 
I gG) 17 0^ gfcl^Ucli 5^Kv-7^ (B^V7^ BALB/cA 

JCl-nu nu/nu 6 Mil, If 5E) ©^T^fftU 
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[0 0 3 4] 

IM9-I gG^iO f TOH/G2-I gG Tlimmm*£m9PM$mte 15 £ ^ t* 

3k MM5 : i n vitro K 4Stt&ft#9Jfc$&miJft& 

1 0%^v^SlfiLrf (FBS) mnDF^lC5 x 1 0 
"CliiS L£ M^M*ffl«U 2 5 1 MG * 1 0 0 M Lfo 9 6 x.)W<i 9 u 
rfV-Y (Z>?*±Wk) ^C^HT2-IgMX(iIM9-IgG^f 
****** 5 0^ g/mLttzltl 00// g/mLi:^^ =fc ? K^ifflLfco 3 
s »M5% 1 3 7°COMt2 HWiS*Lfc«> Cell p r o 1 i 
feration ELI S AfSUS (-^- V J'tf— • 7>yN/fAtii) £fflV>T 
SJBolHtiaB r dUOIR 13 L£ 0 JW*Wfc:ii, ^x^fcfcO 1 
O^LOBrdU (10 0//M) fcflDx^ 2B#TO*U iMUfcoiiJgi: DNAtf) 
gEtefcfxofc&x ^;V^^~>^-^f«*n;B r dU^i: 9 0#IH£JEi>3-ti\ ft 
tCiiSff F7^fiM>yy> (TMB) «J|L3 7 0 nmOfgbteJSfc 

[0 0 3 5] 

*&*«t£ 1 ) k^i- 1 i* ht2-u M^itmmmmmwffl 

m^mftbtifzfiK IM9-I gGtTO^^o?fco Eft* 
^>f>xf>^ -7'1/jMf £ O^ft^t UV^HT2-Ig M^fi^fltPPffrlJ 
fSttSr^U flUy?. i^-8i££^LT^&v>IM9- I g Gtii:#{±^PP»^:^ 
^ $ ^ ^ o 7t ^ t ^ ^> , ^ tf > - y©f>i- <s KJDtto^ £ £ e: t \z 

[0 0 3 6] 
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Wm 2 0 0 2 -3 3 5 2 8 1 ^- v ! 13/ 

tht/^D mm mmmmmm^ 

-j-fr&O* (ug/mL) (%) * 

HT2-IgM 50 28.7 

100 38.4 

IM9-IgG 50 -1.4 

100 -20.0 

10 0 3 7] 

imm] 

SEQUENCELISTING 

<110>Yoshihide HAGIWARA 
<110>Hideaki HAGIWARA 

<130>200211052 

<160>4 

<210>1 

<211>24 

<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>t: h tf* y^y<DW^W^\^ LX&ti*. 
<400>1 

TAGCGGCCGCATTCTGAATCTCAT 

<210>2 
<211>26 
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<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>t h tf^ >?-y <DWLJ\\ £ t:Lt 
<400>2 

GCGGCCGCATCCTGCAGGCGGCCAAT 

<210>3 

<211>25 

<212>DNA 

<213>Art if icial Sequence 
<220> 

<223>t y^-yomn^^K LtM 

<400>3 

TAGCGGCCGCCATATTCTGAATCTC 

<210>4 

<211>24 

<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>t: h y^y<DW.m%^^ LT^J& 
<400>4 

CCAGAATTCCAGGCTCAGATTCAG 

<210>5 

<211>24 

<212>DNA 

<213>Artif icial Sequence 

fctiiE#2 003-3107110 
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<220> 

<223>t: >r><DW&\]&&s&\,zLX&m 
<400>5 

CGGGAATTCGAATGGTACAAATCC 

<210>6 

<211>127 

<212>PRT 

<213>human 

<220> 

<223> 

<400>6 

Gin Ala Gin He Gin Glu Gin His Val Gin He Asp Val Asp Val Ser 

1 10 
Lys Pro Asp Leu Thr Ala Ala Leu Arg Asp Val Arg Gin Gin Tyr Glu 

20 30 
Ser Val Ala Ala Lys Asn Leu Gin Glu Ala Glu Glu Trp Tyr Lys Ser 

40 

Lys Phe Ala Asp Leu Ser Glu Ala Ala Asn Arg Asn Asn Asp Ala Leu 

50 60 
Arg Gin Ala Lys Gin Glu Ser Thr Glu Tyr Arg Arg Gin Val Gin Ser 

70 80 
Leu Thr Cys Glu Val Asp Ala Leu Lys Gly Thr Asn Glu Ser Leu Glu 

90 

Arg Gin Met Arg Glu Met Glu Glu Asn Phe Ala Val Glu Ala Ala Asn 

100 110 
Tyr Gin Asp Thr He Gly Arg Leu Gin Asp Glu He Gin Asn Met 

120 
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[HI] 

U-2 5 lMGOtf^ >^><hco|g^tto 

i 

2 C LN- I g G 

3 T0H/G2-IgG 

4 IM9— IgG 

5 HT 2 - I gM 

[H2] 

^x^r/ro yf-r yy-efrtzt v^; ?u~i-)vm*t \£* y^ymft- 

a. cln- i g G&m^fz*7 ^^zy-zfuvT- j y? 
i 

2 GST 

3 >f>C2 K*>f y (7 5 /Mff 2 4 6-3 9 7) -GST 

3 6 7) -G S TM-g- 
3 7 2) -GSTlt^ 
3 6 7) -G S TWi^r 
3 7 1) -G ST14-B- 
3 7 2) -GSTMS^ 



4 H hfcfj* >f-^C 2 K)f >f (7<yWff 2 4 6- 

5 tMf^>f>C2 tt/f)t (T 5 y«ff 2 4 6- 

6 t ftV>f>C2fit (7^»ff2 8 9- 

7 t h \£*y<? y C 2 UfJt (T 5 2 4 6- 

8 t: >^>C 2Hf>T- (T5/m^#^2 4 6- 
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9 Kh^>f>C2»M- (T^SS^ff 2 8 9-3 7 1) -GSTM^ 

10 t:Mf^>^>C2WfJt (7^/»ff2 89-372) -GSTi 
1 1 3HF*v-*- 

B. HT-2 TgM^f^x^^rP7TQy 
U-> 1 -6 tiCBB^rfe, V->-7~l 2l± l )xX^>/i37f 

1 £-T-*"^-#- 

2 th^ >7> ClYt^y (7< y«ff 96-245) -GST 

3 tbt:V>f>C2F^^> 2 4 6-3 9 7) -GST 

4 12 h C 2 SffK" (T 5y«f^ 246-372) -GS TM^ 

5 B S A (V^sfumT )l<7*< >) 

6 hf|fiU-2 5 1 MGlEMtB^ 

7 ^flv-*- 

8 H h fcf * > C 1 V* 4 y (T 5 7Mft 96-245) -GSTI* 

9 t Mf^Vf >C2 K^'f > (T^y 246-397) -GST 
1 0 12 Mf^ >^>C 2$f#- (7?yMff 2 4 6-3 7 2) -GSTI 

11 B S A (SS'JflLifrT/l'T'S 

1 2 12 M^^JffiU- 2 5 1 MG«»ffi$i 
[H13] 

*- K^**8f«« (12 8 0) HWt*#«l2 h 
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PBS 

TOH/G 2-IgG 

I M9 - I g G 

CLN- I g G 
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^— v : 



mm 

mm] mmw*m.m u £ w-r & ^ f** / ^ n - jvtm z mm -r&tztb 

< t t: h e> y^--y<DT 5 7 ^SejiJ^#^-246~372^flit^^-trt: h if* > 

t: h tr* >^-y<DT< /»(7)7 5 7 ^^##246-3 
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ft m 
ft * 



[000234074] 
1990^ 8H3O0 

rfr¥# ll] £4#1 4-t 
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ffi m a 



m m m 



i . ges^M s 
ft « 



[596106560] 
1996^ 7 £ 35 



1 4-^- 



